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In the claims: 



L (Currently amended) A method of identifying interactions between 
polypeptides comprising: 

(a) expressing in a cell labld^gRas activity: 

/(i)/ a first polynucleotide, encoding, a jSrst polypeptide being 
capable of interacting with a plasmalemma of the celljarid; 
■ . . bejng operably linked to an inducible printer; and 




(b) 




(ii) a second polynucleotide encoding a second polypeptide fused 
to a cytoplasmic Ras mutant, said . cytoplasmic Ras mutant 
.being capable of said Riis activity if mobilized to said 
plasmalemma of said cell; and 
detecting Ras aptm ~ 

inductive conditions which result in expression of said first 
polypeptide from said inducible promoter; and 
suppressive conditions which result in substantially no 
expre$sion of said first polypeptide from said inducible 
promoter. — : — — — r— ^— . 



\ 



wherein said Ras activity present orily in said cell grown muter said inductive 
conditions [^indicative of ^ interactioiTbc^ 
t second polypeptide. . 



2. (Original) The method of claim 1 , wherein said first polypeptide is a 
native membrane protein.. _ ; V , ■ > 

3. (CsuickHed) The method of claim ! , further comprising: 
(c) independ^ly expressing in said cell substantially only said second 

polynucleoticte to thereby detennine if said Ras activity detected in 
step (b) is dependent on said interaction between said first polypeptide 
an<J said second poWpeptide. 
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4. (G^qeUedj The method of claim 3, wherein said first polypeptide 
is a native membrake protein. . 




5. (CancellecQ The method of claim 3, wherein an : expression of said first 
polynucleotide and/or said second ik>lyhucleotide in said cell is separately 
regulatable such that step; (cMs effected /by dp wriregulating ^expression of said 
first polynucleotide and/or upregbdatirig an expression of said second polynucleotide. 

6. (Prevdoijsly presented)7The method of claim 1, wherein said cell 
lacking Ras activity is a yeast ceU e^diibiting a mutant Ras phenotype characterized 
by growth suppression under rioh-pemisave conditions. 

7. (Original) The method of claim 6* wherein said cytoplasmic ;Ras : 
mutant is capable of complementing said mutant Ras phenotype if mobilized to said 
plasmalemma of said cell : / V 

8. (Original) The method , of claim 1 , wherein said first polypeptide; 
includes an amino acid sequence for plasmalemm ^ 

9. (Currently amended) A method of identifying interactions between 
polypeptides comprising: 

(a)^ expressing iii cells lacking a Ras activity: 

(i) : vV.-.a first polynucleotide: encoding a first polypeptide being 
capable j pf interacting with a plasmalemma of said cells and; 
operably linked to in inducible pro mpt^ ari^ 

(ii) a library of polynuclebtides each encoding a distinct 
polypq^^ a cytoplasmic Ras mutant, said: 

. cytoplasmic Ras mutant being capable of said Ras activity if 
mobilized to sjpd plasmalemma of said cells; and 
identifying said Ras activity in said cells grown under: 
i) .inductive conditions 'which ; result in expression . of said first 
polypeptide from said inducible promoter, and 
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suppressive conditions /which result in substantially ; ho ; 
expression of said first polypeptide from said inducible 
promoter, 

d Ras activity present only in said cells grown under said inductive 
is indicative of an mti^ctibri; between said first polypeptide and; 
said distinct polypeptide. 

10. (Previously presented) The method of claim 9, further comprising 
isolating from each cell of said cells a polynucleotide encoding said distinct 
polypeptide. 

11. . (Original) The method of claim 9, wh^ein said firat poljpeptide; 
is a native membrane protein: 

(Ckncfelled) The method of claim 9, further comprising: 
independently expressing in said cells substantially only said library of 
polynWeotides to thereby determine if said Ras activity exhibited in 
said subset of; cells is dependent ion ^ to intCTaction between said first 
polypepme and said distinct polypeptide. : 

13. (Cancelled^ The method of claim 12, wherein said first polypeptide 
is a native membrane prptem. 

14. (Cancelled) . TOb method of claim 12, wherein ah expression of said 
first polynucleotide and/or said library of ppiynuclebtides in said cells is separately 
regulatable such that step (c) is effected by downregqilating ah expression of said 
first polynucleotide and/or upreghiating an expression of said library of 
polynucleotides. \ ' /: 

15. (Previously pr&eht^^ of claim 9, wh^ein said cells 
lacking said Ras activity, are yeast cells; ex&bitirig a mutant Ras phenotype 
characterized by growth isuppressiori un 




12. 
(c) 



16. (Original) The method of claim 15, wherein said cytoplasmic Ras 
mutant is capable of complementing said mutant Ras phenotype if mobilized to said 
plasmalemma of said cells. . * > '. 

17. (Original) The method of claim 9, wherein said first polypeptide 
includes an amino acid sequence for plasmalemma targeting. ; 

18. (Currency amended) A method of identifying interactions between 
polypeptides comprising: ■ 

(a) ^ expressing in cells lackmg(ij^ 

(i) a library of poiynucleotidies each encoding a first . polypeptide 
; being capable of intenu^g with a plasmalemma of said ceils 

fused to a second ^ polypeptide; and 

(ii) ai second polynucleotide encoding a cytoplasmic Ras mutant 
fused to a third polypeptide and and being operably linked to 
an inducible prptnoter, said cytoplasmic Ras mutant being : 

. : capable of said Ras aqtiyity if mobilized to said plasmalemma • 
of said cells; anid ■: ; : ; : / 

(b) identifying Re activity i n sa id cells grown under:_ ^ ^ 

inductive conditions which result in expression of said first . 
polypeptide from said inducible promoter; and 

(ii) suppressive cbnchtionis which result in substantially no 
expression of said first ^polypeptide from said inducible 
promotor/ ; • .• , '• • — 

wherein said Ras- activity present -only in said cells grown under said inductive . . 
conditions is indicative of an interaction between said third polypeptide and said 
second polypeptide. 

19 (Previously presented) The method claim 18, further comprising ' 
isolating from each cell of said cells a polynucleotide encoding said second 
polypeptide. 





20. (Original) The method of claim 18, wherein said first polypeptide 
is a native membrane protein; 

21. (eWceUedy V TO . 

(c) ihdmendently exjpr^sihg ;in Said cells substantially only said second; 
polymcleptide; to thereby determine if said Ras activity exhibited iii 
said subset of cells is dependent on ah interaction between said third: 
polypeptide and said second polypeptide. 

22. (Cancelled) The method of claim 21, wherein said first polypeptide 
. is a native membrane protein. ^ ' 

23. (Cancelled) AThe method of claSiii 21, wherein an expression of said 
library of polynucleotides ; and/or said second polynucleotide in said cells is 
separately regulatable such thaVstep (c) is efifected by downregulating an expression 
of said library of polynucleotides and/or upregulating an expression of said second 
polynucleotide. \i 

24. (Previously presented)^e- method Qf claim 18, wherein said cells 
lacking said Ras activity are yeast cells exhibiting a mutant Ras phenotype 
characterized by growth suppression under non-permissive conditions. 

25. (Original) / The method of claim 24, wherein said cytoplasmic Ras 
mutant is capable of complementing said -mutant Ras phenotype if mobilized to said 
plasmalemma of said ceils. . ■:• 

26. (Original): The method of cla^ 18, wherein said first polypeptide 
includes an amino acid sequence for plasmalemma targeting. 

27 (Cun^tiy.sunended) A method of identifying interactions betweeii; 
polypeptides comprising: -■•* \i : v:Yv\ *' ■■ ■ 

(a) .: expirasingm 
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(b) 



(0 



a first library of polynucleotides each operably li nked to an 
inducible promoter and encoding a first polypeptide being 



capable of interacting with a plasm alemma of said cells fused 
, to: a second polypeptide; and 
(ii) .a. second library of polynucleotides each encoding a. 
cytojplasmic Ras mutant fused to a third polypeptide, said 
cytoplasmic Ras mutant being capable of said Ras activity :i£ 
: ihqbUized to said plasmalemma of said cells; and 
identifying said; Ras activity in said cells grown under: 




(i) -— ■ — inductive^coMifions which result in expression of^~saithH 
polyp<eptide from said inducible promoter; and 

(ii) suppressive conditions which result in substantially no expression of 
said first polypeptide from said inducible promoter, 

wherein said Ras activity present only in said cells, grown Under said inductive ; 
conditions is indicative of an interaction between said third polypeptide and said 



28. (Previously presented) The method of claim 27, further comprising; 
isolating, from each cell of said .pslls polynucleotides encoding said second 
polypeptide and said third polynucleotides' 

29. (Original) . The method of claim 27, wherein said first polypeptide 
is a native membrane protein. 



30 
(c) 




icelled) The method of claim 27/ further comprising: 
independently expressing in said cells substantially only said second 
librae of polj^uclTO if said Ras activity: 

exhibited in said subset of cells is dependent on an interaction between 
said third\>olypeptide and said second polypeptide. 



31. (Cancelled); \nte method of claim 30, wherein said first polypeptide; 
is a native membi^e:proteih:\ \ *.;.,.■/ 



32. (Cancelled) The method of claim 30, wherein an expression of said ; 
first library of polynucleotides and/or said second library of polynucleotides in said 
cells is separately Agulatable such that step (c) is effected by downregulating an 
expression of said firat library of polynucleotides and/or upregulating an expression 
of said second library ^ of polynucleotides. 

33. (Previously^presented) The method of claim 27,' wherein said cells 
lacking said Ras activity are yeast cells exhibiting a mutant Ras phenotype 
characterized by growth suppression under non-permissive conditions. 

34. (Original) Themethod of claim i 33, wherein said cytoplasmic Ras 
mutant is capable of complementing said mutant Ras phenotype if mobilized to said 
plasmalemma of said cells, 

35. (Original) The method of claim 27, wherein said first polypeptide 
includes an amino acid sequence for plasmalemma targeting. 

36. (Withdrawn) A nucleic acid construct comprising a polynucleotide 
encoding a cytoplasmic Ras mutant under the transcriptional control of an inducible 
promoter. 

37. (Withdrawn). The nucleic add construct of claim 36, wherein said 
inducible promoter is functional in eiika^ 

38. (Withd^rawri)^ The nucleic acid construct of claim 36, wherein said 
inducible promoter is selected from the group consisting of a Gall promoter, a Yes2 ; 
promoter, a Met425 promoter and a copper inducible promoter. 

39: (Withdra^) ,A comprising a plurality . 

of nucleic acid constructs each including 'a - Chit polynucleotide region encoding a 



cytoplasmic Ras mutant translafaonally fused to a second polynucleotide region 
encoding a distinct polypeptide. 

40. (Withdrawn) The nucleic, acid construct library of claim 39, wherein 
each of said plurality .of nucleic acid constructs further includes a promoter for 
directing the expression of said first and said se<X)nd polynucleotide regions. 

41. (Withdrawn) The nucleic acid construct library of claim 40, wherein 
said promoter is functional in eukaryotic cells. 

42. (Withdrawn) . The nucleic acid construct library of claim 40, wherein 
/ said promoter is an- inducible promoter, sdecied from the group consisting of a Gall ; 

promoter, a Yes2 promoter, a Met425 promoter and acppper inducible promoter,.^ 

43. (Withdrawn) A nucleic acid construct system comprising: , 

(a) a first nucleic acid construct including a first polynucleotide encoding 
a first polypeptide being capable of interacting with a plasmalemma of " 
a cell in which it is expressed; arid ; 

(b) a second nucleic acid construct- including a second polynucleotide 
encoding a cytoplasmic Ras mutant fused to a second polypeptide. 

44. (Withdrawn) The nucleic acid construct system of claim 43, wherein 
said first and said second nucleic acid construct each further include a prompter 
sequence for directing an expression, of said first and said second polynucleotides in. 
a eukaryotic cell. 

: 45. . (Withdrawn) The nucleic acid construct system of claim 44, wherein 
said first nucleic acid construct includes a first promoter sequence and said second , 
nucleic acid construct includes a second prompter sequence, whereas said first and 
sid second prompter selected from the group 

consisting of a constitutive promoter sequence and ah inducible promoter sequence. 
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46. (Withdrawn) , The nucleic acid constmct sj^tem of claim 45, wherein 

said inducible pronaotCT sequence; is selected from the group consisting of a Gall 
promoter, a Yes2 promoter, a Met425 promoter and a copper inducible promoter. 

47. (Withdrawn) A method; of identifying polypeptides of . interest 
.comprising: • - ' ,;""V '-••/•,'•-. 

(a) expressing in a cell substantially lacking Ras activity: 

(i) a tot polynucleotide encoding a first polypeptide being 
capable of modifying a plasmalemma of the cell; and 

(ii) a second polynucleotide encoding a second polypeptide fused 
to a c^opla$mic Ras mutant, said cytoplasmic Ras mutant 

\ being ^^able : ;-of VMd : ; : Bias activity if mobilized to said 
plasmalemma of said ceU ; and - 

(b) detecting a presence or absence of said Ras activity in said cell, said 



polypeptide fesultaut from a modification to said plasmdemma 
effected by said first polypeptide. 

48. (Withdra^vn) the method ^ of clddsn 47 V wherein said modifying said 
plasmalemma of the cell is effected by modifying a protein or phospholipid 
component of said plasmalemma. 

49. (Withdrawn) The method of claim 47, wherein said; first polypeptide 
is PBkinase. ■ ; ■ ■'■'>' 



